Interleukin-8
Construction of prokaryotic gene fusion plasmid
A cDNA portion containing C-terminal 74 amino acid coding region was amplified by PCR using a canine IL-8 cDNA clone, pcIL-8 # 38, as a temperate and oligonucleotide primers (sense primer ; D74-5': 5'-GGGAATTCGTCAGTT CAGAACTTCGATGCCAG-3'
and anti-sense primer ; M-3': 5'-GGGGATCCTTGGATAC CACAGATAATGTG-3'). PCR was performed as described above. Gel-purified amplified band was treated with Klenow fragment of DNA polymerase I (Toyobo).
The pGEX-3X vector (Pharmacia LKB Biote chnology, Uppsala, Sweden) was Bam HI-digest ed, filled-in, and ligated (pGEX-3XB-) in order to adjust the coding frame of glutathione-S-trans ferase (GST) and canine IL-8. Then, the vector was digested with Sma I and ligated with canine cDNA fragment. The nucleotide sequence of the pcIL-8 # 32 and pcIL-8 # 38 inserts were determined on both DNA strands. The results showed that these two clones were identical, except for the lack of a cystine at the 3' end region of the pcIL-8 # 32 insert. The pcIL-8 # 38 clone was used for fur ther experiments. Figure 1 shows the nucleotide and deduced amino acid sequences of the pcIL 8# 38 clone. The calculated molecular weight of the canine IL-8 clone from this study was 8 kD, which was very similar to that of the human IL-8 (8 kD)2. into the skin of human subjects as well as experi mental animals12. However, the actual role of endogenous IL-8 in a series of inflammatory processes remains to be established. Moreover, there is added difficulty in defining the exact role of IL-8 by administering human IL-8 to other species.
In the present study, we have isolated canine IL-8 cDNA clones by PCR using primers based on the sequence of human IL-8 cDNA. The deduced amino acid sequence of clone pcIL-8 # 38 showed significant similarities with those of human, rabbit and porcine IL-8. The gene prod uct of the clone exhibited neutrophil chemotactic activity 13. Clone pcIL-8 # 38 was expressed in E. coli. Fusion protein was induced in E. coli and recombinant IL-8 was purified by the treatment of Factor Xa and CM-Sepharose column.
This IL 8 product still consisted of some minor bands as shown in Fig. 2 . We are still trying to purify this product more rigorously.
In order to clarify the pathophysiological role of IL-8, it is necessary to have an ELISA systems for the quantitation of IL 8 in order to increase the specificity and sensitivity for the evaluation of canine IL-8.
In the previous report, rabbit IL-8 was purified 12 and cDNA encoding rabbit IL-8 was cloned form rabbit spleen cells stimulated with concanavalin A based on the cross-hybridization of human IL-8 cDNA probes. They established rabbit experimental models and antibody against rabbit IL-8. These models directly proved the essential involvement of IL-8 in neutrophil migra tion by blocking the action of IL-8 using antibody against IL-8, at the site of inflammation induced by intradermal injection of LPS in vivo. Those observation with rabbit IL-8 must be confirmed using canine models and canine IL-8.
